Construction of C. turicensis LMG 23827 T in frame deletion mutants
Primers were designed based on the whole genome sequence of Cronobacter turicensis LMG 23827 T (RefSeq accession numbers NC_013282 to NC_013285, GenBank accession numbers FN543093 to FN543096). Briefly, two flanking fragments (upstream, downstream) of the rpfF and the rpfR genes were amplified by PCR using oligonucleotide primers rpfFmut1modf
(containing a XbaI recognition site), rpfFmut2r (containing a XhoI restriction site), rpfFmut3f
(containing a XhoI recognition site), rpfFmut5r (containing a XbaI recognition site), and rpfRmut1f (containing a XbaI recognition site), rpfRmut2r (containing a XhoI recognition site), rpfRmut3f (containing a XhoI recognition site), and rpfRmut5r (containing a XbaI recognition site), respectively. The amplification mixes contained 0. Outcrossing was performed by plating serial dilutions of confirmed transconjugants onto LB agar plates supplemented with 5 % sucrose and no NaCl. Successful allelic exchange was verified in selected chloramphenicol sensitive and and sucrose resistant strains by the presence of the mutant allele after PCR using the above mentioned procedure.
For constitutive expression (complementation) of rpfF and rpfR in the respective mutants, the genes were amplified with primers rpfFComplf, rpfFComplr or rpfRComplf, rpfRComplr using the above mentioned Accuprime mixture (without DMSO) and following conditions: 95 °C for 120 s followed by 32 cycles of 95 °C for 30 s, 58 °C for 210 s and a final elongation step at 68 °C for 300 s.
The amplicons were digested with BamHI and HindIII (for rpfF cloning) or BamHI and XbaI (for rpfR cloning) and ligated into low copy vector pCCR9 digested with the respective enzymes. 
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